We performed a statistical analysis of the concentration of mineral elements, by means of inductively coupled plasma mass spectrometry (ICP-MS), in different varieties of garlic from Spain, Tunisia, and Italy. Nubia Red Garlic (Sicily) is one of the most known Italian varieties that belongs to traditional Italian food products (P.A.T.) of the Ministry of Agriculture, Food, and Forestry. The obtained results suggest that the concentrations of the considered elements may serve as geographical indicators for the discrimination of the origin of the different samples. In particular, we found a relatively high content of Selenium in the garlic variety known as Nubia red garlic, and, indeed, it could be used as an anticarcinogenic agent.
Introduction
Garlic (Allium sativum L.) and garlic supplements are consumed in many cultures for their healthy effects on different alimentary disorders and infections, and have been since the ancient times [1] . The beneficial effects on human health are mainly provided by the organosulfur compounds [2] . Nubia red garlic (NRG), belongs to the Liliaceae family, and, in particular, to the Allium Sativum species. NRG is a Sicilian garlic variety and its name derives from the intense red color of the robes of its bulbils and from the denomination of the geographic area: the small district of Nubia (Paceco, Trapani) in western Sicily (Italy). In fact, the production area of NRG falls within the region of Paceco and is in a protected area: the natural reserve named "Saline di Trapani e Paceco" (SIC, ITA01007) in Northwestern Sicily, but also extends to the neighboring area of Trapani, Marsala, Buseto Palizzolo, Valderice, and Erice.
Paceco is a small rural Centre (58 km 2 ) and it is considered a "clean area", because there are not industrial centres and vehicular traffic is extremely low; the local economy is based on agriculture. The soils evolve from clay rocks with a clay content of 40% to 45% (regosols) to soils of considerable Paceco is a small rural Centre (58 km 2 ) and it is considered a "clean area", because there are not industrial centres and vehicular traffic is extremely low; the local economy is based on agriculture. The soils evolve from clay rocks with a clay content of 40% to 45% (regosols) to soils of considerable thickness and uniformity characterized by deep cracks in summer (vertisols) [3] . The climate can be defined as semi-arid with average annual rainfall of about 500 mm.
Note that the NRG has been officially added to the list of traditional Italian food products (PAT) of the Ministry of Agriculture, Food, and Forestry (M.D. 5/06/2014). NRG usually possesses a variable number (8 to 14) of tunics that are distinguished in externals (sterile tunics) with ivory-pink color that serves as protection for the cloves and internally (fertile tunics) with winey-red color from which the bulbils are formed. The bulbils are close together showing a convex dorsal surface [4] .
In this paper we traced, by means of inductively coupled plasma mass spectrometry (ICP-MS), the multi-element profiles of several garlic samples of different geographical area. In the literature, there are many scientific reports of ICP-MS analysis for the determination of mineral concentration in food matrices including garlic [5] [6] [7] [8] [9] [10] [11] . Furthermore, nowadays there is great attention paid to the discrimination of protected foodstuffs [12] [13] [14] . We evaluated the statistically significant differences among the garlic samples using chemometric analyses. Furthermore, we employed Principal Component Analysis (PCA) to correlate each garlic sample to its corresponding geographic area. This approach is able to discriminate among different garlic samples depending on their mineral profiles. Finally, the concentration of some specific elements can be used to assess the quality of a specific cultivar. For example, the high level of selenium found in NRG samples suggests the ability of the corresponding garlic cultivar to block (or prevent) carcinogenesis [15, 16] . Note that the presence of this element is strongly related to the compositional nature of the cultivation soil. Indeed, several Se-compounds can be found within garlic samples displaying many different beneficial health effects [17] .
Materials and Methods

Sampling
We analyzed a total of 120 garlic samples: 40 were labeled as NRG samples and 80 as "Non Nubia" samples, following the indication reported in the introduction. Figure 1 shows their different areas of origin and Table 1 reports some general related information. All garlic samples were harvested during the last crop season. We divided the analyzed garlic samples into two main groups. The first group named "Nubia" is composed of NRG samples (of certified origin) coming from the district of Paceco and from other neighboring areas (Dattilo, Culcasi, Verderame). The second group named "Non Nubia" is composed of garlic samples of various cultivar coming from different areas of Sicily (S. Giuseppe Jato, Corleone, Prizzi, Gangi, Alcamo, Cerda), from Lerida (Spain) and Lansarin (Tunisia). Lerida is a town located 160 km west of Barcelona whereas Lansarin is a hilly area located 30 km north of Tunis. The ICP-MS analyses were performed just on the edible part of the garlic without its internal bud.
Study Site
Garlic is a bulbiferous vegetable growing underground; therefore, it absorbs the minerals present in the soil. Indeed, garlic's multi-elemental profile is strongly dependent on the composition of the soil and is mainly linked to the geological structure and soil quality of the origin site. Relative to the analyzed garlic samples, all Nubia samples come from the Paceco geographic area located in the southeast of Trapani. The soil is prevalently clayey a with high content of potassium and a low content of organic matter [18] . The other Sicilian (Non Nubia) garlic samples originate from the geographic area between Palermo (Cerda, Corleone, Gangi, Prizzi and S. Giuseppe Jato) and Trapani (Alcamo) [19] . These places are characterized by clay soils, except for Gangi, which displays a mainly arenaceous clay.
The Spanish samples come from Lerida which is characterized by sandy soils with high levels of iron [20] . The Tunisian samples come from Lansarin, which is characterized by clayey soil with high iron concentration [21] .
Chemicals and Standard Solution
High purity gases (99.9990% argon and 99.9995% helium) were supplied by Rivoira (Rivoira S.p.A., Milan, Italy). Suprapure concentrated acids (65% v/v nitric acid and 30% v/v hydrogen peroxide, J.T. Backer, Mallinckrodt Backer, Milan, Italy) were used to digest the samples. High purity water with resistivity of 10 MΩ cm (J.T. Backer, Mallinckrodt Backer, Milan, Italy) was used throughout.
Stock standard solution (1 g/L in 2% of nitric acid) of each element under investigation (Cr, Ni, Cu, As, Se, Sb, Ba, Pb, Zn, Fe, Mg, Ca, Al, Na, K) were purchased from Fluka, Milan, Italy and (Mn and Cd) from Merck, Darmstadt, Germany. Standard solutions of Sc, Bi, In, Ge (1 g/L in 2% nitric acid) were purchased from Fluka (Milan, Italy) and were used as on-line internal standards (at the level of 1 mg/L) to correct for instrumental drift and variation due to the matrix.
To tune the instrument, an ICP-MS tuning solution containing 1 mg/L of 7Li, 59Co, 80Y and 205Tl in 2% HNO 3 was obtained from Agilent (Santa Clara, CA, USA). Calibration standards were prepared at concentration ranges suitable for the analytes being investigated: from 0.020 to 2 mg/kg for the elements Al, As, Cd, Cr, Sb, Pb, Se; from 0.020 to 5 mg/kg for the elements Ba, Cu, Ni; from 0.5 to 50 mg/kg for the elements Ca, Fe, K, Mg, Mn, Na, Zn. The calibration curves were obtained by using five standard solutions. The internal Re standard was prepared at 0.8 µg/L. Before use, glassware was washed with 5% HNO 3 for at the least 12 h, rinsed with ultrapure water, and then dried.
Accuracy and precision were assessed by analysing the certified standard matrices: rice flour (NIST SRM 1568a) [22] ; spinach leaves (NIST SRM 1570a); cabbage powder (IAEA-359).
Sample Preparation
Approximately 0.5 g of fresh garlic was firstly added with 1 mL of internal Re standard at 0.8 µg/L, and then were digested with 8 mL of HNO 3 (65% v/v) and 2 mL of H 2 O 2 (30% v/v) in acid-prewashed PTFE vessels. The mineralization was carried out with a microwave oven at constant power (1000 W). First the temperature was increased to 180˝C in 10 min (step 1), and then it was held at 180˝C for another 10 min (step 2). After cooling down to room temperature, the digested samples were weighed. Then, 500 mg were transferred into pre-cleaned 50 mL volumetric flasks and diluted until the mark using deionized water. Finally, they were stored at 4˝C before acquisition.
Instrumentation
We obtained the mineralization of garlic samples by means of Ethos 1 (Milestone, Bergamo, Italy), a closed-vessel microwave digestion system equipped with sensors for temperature and pressure. The ICP-MS instrument used for the element determination is an Agilent 7500cx (Agilent Technologies, Santa Clara, CA, USA) with an MS spectrometer powered by a 27.12 MHz radiofrequency solid-state generator at 1500 W. The ICP-MS was equipped with a MicroMist glass concentric pneumatic nebulizer coupled with a cooled Scott double pass type spray chamber made of quartz. The ICP torch was a classic Fassel-type torch with wide diameter (2.5 mm) fitted with a shield torch system. Ni sampler and skimmer cones of 1.0 mm and 0.4 mm were used. An octopole collision/reaction system with helium gas was used to minimize polyatomic interferences resulting from plasma and matrix.
The equipment is provided with an off-axis ion lens, a quadrupole mass analyzer, and an electron multiplier detector. Our instrument also includes an auto sampler ASX520 (Cetac Technologies Inc., Omaha, NE, USA) and an integrated sample introduction system.
ICP-MS Analysis
ICP-MS is one of the most sensitive analytical techniques for fast multi-element determination of mineral elements at trace and ultra-trace concentrations in different sample matrices. The use of ICP-MS as a simultaneous multi-element detection method presents excellent selectivity and also offers high sensitivity [23] . In this paper, the instrument was tuned to achieve the best compromise between high intensities and low yields of oxidized and doubly charged ions. The operating conditions were optimized to obtain the highest signal-to-noise ratio for 7 Li, 59 Co, 115 In, and 238 U along with 140 Ce, 16 O/ 140 Ce < 2.5% and 140 Ce and 16 O < 5%. In particular, we used: RF power, 1500 W; plasma gas flow rate, 15 L/min; auxiliary gas flow rate, 0.9 L/min; carrier gas flow rate 1.1 L/min; helium collision gas flow rate, 4 mL/min; spray chamber temperature, 2˝C; sample depth, 9 mm; sample introduction flow rate 1 mL/min; nebulizer pump, 0.1 rps; extract lens 1 voltage, 1.5 V. The instrument in no gas-mode for Mn, Pb, Zn, Ca, Na, K, Ba and in helium mode for Cr, Ni, As, Se, Cd, Fe, Cu, Sb, Al to remove spectral interferences has been used. Monitored isotopes were 24 Mg, 23 Na, 27 Al, 39 208 Pb. As mentioned above, these isotopes were chosen to maximize sensitivity and to minimize interferences due to the matrix. The internal standards used were: 45Sc for Al, Na, Mg, K, Ca, Cr, Mn, Fe, Ni, Cu; 72 Ge for Zn, As, Se; 115 In for Cd, Sb, Ba; 209 Bi for Pb. Integration times were 0.5 s/point for As, Cr, Cu, Ni, and Se, and 0.1 s/point for the other elements. Three points for each mass and three replicate acquisitions were taken to integrate the peaks. The effects of 40 Ar, 35 Cl on 75 As, and of 44 Ca, 16 O and 43 Ca, 16 OH on 60 Ni were checked and the interferences were corrected by elemental interference equations. Besides, the isotopic variability in Pb was corrected by elemental interference equation. These equations, reported in various EPA methods and applied by the instrument software (ICP-MS ChemStation B.03.07, Waldbronn, Germany), contain the naturally occurring isotope ratios of elements and allow the subtraction of isobaric or polyatomic interferences.
Statistical Methods
All statistical calculations were made by IBM SPSS Statistics, Version 21 software package. The starting matrix was constituted by 120 rows corresponding to all the analyzed garlic samples and by 11 columns (variables) representing the concentration of the observed elements (Ba, Ca, Cu, Fe, K, Mg, Mn, Na, Se, Zn, Ni) that we found in our samples. For the preliminary statistical analysis, the data were grouped into 12 categories according to the geographic origin of samples. We calculated the average, the standard deviation, the skewness, and the kurtosis for each category. In particular, in this way we studied (i) the dispersion from the average by using the standard deviation (SD); (ii) the shape of the distribution of the collected data by means of the skewness; and (iii) a measure of the asymmetry and of the "peakedness" by means of the kurtosis. The obtained values are reported in Table 2 and confirm the goodness of the achieved data. Successively, the data in the starting matrix were subjected to Principal Component Analysis (PCA) in order to reduce data dimensionality and to cluster them depending on the total content of metals (see section Multivariate Statistical Analysis).
Results
Method Validation
According to international guidelines [24] , the limit of detection (LOD), the limit of quantification (LOQ), the linearity, the accuracy, and the precision were determined to validate the method (Table 3) . LOD and LOQ were determined as 3.3 σ/S and 10 σ/S, respectively, where "σ" is the residual standard deviation and "S" is the slope of the regression curve. Nevertheless, since a garlic standard certified matrix for trace element determination was not found in commerce, the certified references used for validation were: rice flour (NIST SRM 1568a) [22] ; spinach leaves (NIST SRM 1570a); cabbage powder (IAEA-359). Precision was estimated on the relative standard deviation of measurements obtained from 10 analyses of the same certified matrices under the same operating conditions. Table 3 shows that the detection and quantification limits are adequate for the analysis; the linearity was good with R 2 ě 0.9991, the accuracy and precision were also sufficiently satisfactory. Note that the accuracy can vary from 80% to 120% depending on the ratio between the measured metals concentration and that certified by the producer of the analysed matrix. Table 2 shows the descriptive statistics on the trace elements that we detected in our garlic samples, grouped for sampling area. We did not report any values for As, Pb, Cd, Cr, Sb, or Al because their concentration was below the LOD. Nickel (Ni) was the only toxic element detected in all the studied samples. As it is well known, Ni at high doses has a toxic effect on human health. For example, the oral median lethal dose of nickel acetate was 350 mg/kg in rats and 420 mg/kg in mice [25, 26] . However, the Nickel concentration found in all garlic samples are very low and cannot cause any injury to human health.
Multi-Element Profile of Garlic Samples
Indeed, Nickel concentration could serve as a biomarker for geographical origin. In fact, from the inspection of Table 2 , the garlic samples coming from Tunisia and Spain possess the highest Ni level. Moreover, particularly significant is the comparison between Selenium (Se) levels in the analyzed samples. The concentration of this element is higher in NRG samples compared to Non Nubia samples. 
Multivariate Statistical Analysis
As mentioned before, we performed a multivariate statistical analysis in terms of the Principal Components Analysis (PCA). It is an "unsupervised" statistical method that can reduce data dimensionality and allows data clustering with respect to the considered variables. Data were mean-centered and the singular value decomposition (SVD) algorithm was applied to perform a PCA with cross validation. The PCA technique allowed the reduction of the data dimensionality from 11 to 2 with a variance percentage higher than 70%. Figure 2 reports the resulting score plot, together with the corresponding loadings (top and right axes), of the first two principal components (PC1 vs. PC2). The score plot illustrates how this kind of analysis is able to discriminate the different garlic species, being able to cluster and group the sample depending on the relative content of metals. The corresponding loadings plot (top and right axes of Figure 2 ) is used to identify the bases of the clustering. In particular, samples from Nubia (N1) and Dattilo (N2) can be mainly discriminated because they show the highest levels of Zn and Se. In fact, as shown in Table 2 analyzed samples. The concentration of this element is higher in NRG samples compared to Non Nubia samples.
As mentioned before, we performed a multivariate statistical analysis in terms of the Principal Components Analysis (PCA). It is an "unsupervised" statistical method that can reduce data dimensionality and allows data clustering with respect to the considered variables. Data were meancentered and the singular value decomposition (SVD) algorithm was applied to perform a PCA with cross validation. The PCA technique allowed the reduction of the data dimensionality from 11 to 2 with a variance percentage higher than 70%. Figure 2 reports the resulting score plot, together with the corresponding loadings (top and right axes), of the first two principal components (PC1 vs. PC2). The score plot illustrates how this kind of analysis is able to discriminate the different garlic species, being able to cluster and group the sample depending on the relative content of metals. The corresponding loadings plot (top and right axes of Figure 2 ) is used to identify the bases of the clustering. In particular, samples from Nubia (N1) and Dattilo (N2) can be mainly discriminated because they show the highest levels of Zn and Se. In fact, as shown in Table 2 , for these samples the average concentration of Zn is 17.63 and 18.84 mg/kg, and the average concentration of Se is 0.244 and 0.221 mg/kg, respectively. Samples from Culcasi (N3) show the highest content of Ba and Cu (0.860 and 3.261 mg/kg, respectively) whereas those from Verderame (N4) show the highest content of Ca and Mn: 1823 and 13.336 mg/kg, respectively. Finally, note that the samples from Spain and Tunisia show the highest content of Fe (25.10 and 29.97 mg/kg, respectively) and Ni (0.669 and 0.651 mg/kg, respectively). 
Discussion
On average, garlic contains approximately 65% water, 28% carbohydrates (fructans), 2.3% organosulfur compounds, 2% proteins (alliinase), 1.2% free amino acids (e.g., arginine) and 1.5% fibers. Allicin is the main active substance that is responsible for the typical pungent smell and for garlic's therapeutic properties [27] [28] [29] . When fresh garlic is chopped or crushed, alliin (a sulfoxide that is a natural constituent of fresh garlic) transforms into allicin by the action of an enzyme called alliinase. However, allicin is an unstable compound and easily oxidable into a series of other sulfur- 
On average, garlic contains approximately 65% water, 28% carbohydrates (fructans), 2.3% organosulfur compounds, 2% proteins (alliinase), 1.2% free amino acids (e.g., arginine) and 1.5% fibers. Allicin is the main active substance that is responsible for the typical pungent smell and for garlic's therapeutic properties [27] [28] [29] . When fresh garlic is chopped or crushed, alliin (a sulfoxide that is a natural constituent of fresh garlic) transforms into allicin by the action of an enzyme called alliinase. However, allicin is an unstable compound and easily oxidable into a series of other sulfur-containing compounds such as diallyl disulfide. Furthermore, for condensation reactions, allicin can be converted into ajoenes [30] , into vinyldithiins [31] , and into thiosulfinates that also have a good curative action [32] . Besides allicin, garlic contains different compounds able to produce many beneficial effects for health. For this reason, garlic is used not only as flavoring but also for healing in many cultures [33] .
The overall results of our analysis show that the application of Principal Component Analysis to the measured minerals content allows for sample discrimination. Samples of NRG show an average content of Se, K, Zn, and Ca that is higher than Non Nubia samples and an extremely low Ni concentration, especially if compared with samples from Spain and Tunisia. Note that just the Selenium levels are one order of magnitude higher in NRG samples. Since many healthy beneficial effects of garlic are related to the presence of different Seleno-compounds [17] , this suggests the use of garlic and in particular of that coming from the Paceco district for preventing or blocking carcinogenesis. In fact, the association between reduced risk in intestinal cancer and high intake of garlic was investigated by the European prospective investigation into cancer and nutrition (EPIC). Several epidemiological studies suggest that the consumption of garlic and related allium foods reduces the risk of certain cancer types, including those of the gastrointestinal tract [34, 35] . The potential benefits of garlic as an anticancer agent is indeed mainly due to its ability to accumulate Selenium, which is a cancer fighting mineral.
Conclusions
In this work, we determined the multi-elemental profiles of different garlic samples by ICP-MS analysis in order to individuate through a multivariate statistical analysis which elements may be considered as geographic indicators for the discrimination of origin. We analyzed four garlic varieties coming from the district of Paceco (TP, Sicily, Italy), known as Nubia Red Garlic (NRG) and certified as traditional Italian food products (P.A.T.) by the Ministry of Agriculture, Food, and Forestry [36] , and compared with six other varieties coming from different places within Sicily and with two varieties coming from Spain and Tunisia. Garlic is widely consumed in different parts of the world and many studies report its healthy protective effect against many different diseases, independent of the specific cultivar and from the particular geographic origin of the garlic. The healthy effects of garlic depend on the level of some mineral elements, such as Se, K, Zn, and Ca. In particular, the high content of Selenium found in NRG samples identifies this element, not only as an indicator for the discrimination of geographic origin of this cultivar, but it is also useful to demonstrate that Nubia Red Garlic shows important health qualities and could be used as an anticarcinogenic agent. 
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